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CCATGGCTCCMTGACTCAGACTACTTCTCTTMGACTTCTTC3GGTTAACTGCTCTAACA 

I + + + +— + + 60 

GGTACCGAGGTTACTGA6TCTGATGAAGAGAATTCTGAAGAACCCAATTGACGAGATTGT 

MetAlaProMetThrGlnThrThrSerLeuLysThrSerTrpValAsnCysSerAsnMet 
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TGATCGATGAAATTATAACACACTTAAAGCAGCCACCTTTGCCTTTGCTGGACTT^ 

61 + + + + + + 120 

ACTAGCTACTTTAATATTGTGTGAATTTCGTCGGTGGAAACGGAAACGACCTGAAGTTGT 

IleAspGluIlelleThrHisLeuLysGlnProProLeuProLeuLeuAspPheAsnAsn 

ACCTCAATGGGGAAGACCAAGACATTCTGATGGAAAATAACCTTCGAAGGCCAAACCTGG 

121 + + + + + + 180 

TGGAGTTACCCCTTCTGGTTCTGTAAGACTACCTTTTATTGGAAGCTTCCGGTTTGGACC 

LeuAsnGlyGluAspGlnAspIleLeuMetGluAsnAsnLeuArgArgProAsnLeuGlu 
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AGGCATTCAACAGGGCTGTCAAGAGTTTACAGAATGCATCAGCAATTGAGAGCATTCTTA 

181 + + + + + +- 240 

TCCGTAAGTTGTCCCGACAGTTCTCAAATGTCTTACGTAGTCGTTAACTCTCGTAAGAAT 

AlaPheAsnArgAlaValLysSerLeuGlnAsnAlaSerAlalleGluSerlleLeuLys 

AAAATCTCCTGCCATGTCTGCCCCTGGCCACGGCCGCACCCACGCGACATCCAATCCATA 

240 + + + + + + 300 

TTTTAGAGGACGGTACAGACGGGGACCGGTGCCGGCGTGGGTGCGCTGTAGGTTAGGTAT 

AsnLeuLeuProCysLeuProLeuAlaThrAlaAlaProThrArgHisProIleHisIle 

ETS^ 3a" 



E 

c 
o 
R 
I 

TCAAGGACGGTGACTGGAATGAATTCCGTCGTAAACTGACCTTCTATCTGAAAACX^^ 

+ + ♦ + + + 360 

AGTTCCTGCCACTGACCTTACTTJUlGGaUSCATT^ 

LysAspGlyAspTzpAsnGluPheArgArgLysLeuThrPheTyrLeuLysThrLeuGIu 
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AGAACGCGCAGGCTCAACAGACCACTCTGTCGCTAGCGXTCTT^ 

+ + ♦ ♦ ♦ + 414 

TCTTGCGCGTCK:G2U3TT6TCT66TG]U3AC^ 

AsxiAlaGlxiAlaGlnGlnThxThrLeuSerlieuAlallePheExidEnd 
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Synthetic 
Oligonucleotide 

Nhel Hindlll BamHI 



Cleave with Nhel and Bam HI 

Mix with annealed oligonucleotides 

Ligate 

Transform E. coli JMlOl cells 

Select for ampicilhn resistant colonies 
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-HindUI 
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Cleave with Ncol Cleave with Ncol 

and Hindlll and Hindlll 

isolate vector isolate hIL-3 

fragment fragment 



Mix isolated fragments 
Ligate 

Transform E. coli JMlOl cells 
, , Select ampicillin R. colonies 

Hindlll 
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Cleave with NcoL and Hpal. 
Klenow fiU Ncol end to 
render it blunt. 
Ligate the Blunt ends. 
Transform E. collJMlOl 
to amplcillin resistcince 
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Mix cleaved plasmid 
with oligonucleotides. 
Transform E. coli JMlOl 
cells to ampiclllin resistance. 
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Mix cleaved vector 
with oligonucleotides. 
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cells to ampicillin resistance. 
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fragment 



Soil 





Ncol 



Digested with Sail 
and Hindlll 

Gel Purified 1 117 bp 
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OLIGO #17 [SEQ ID NO:311 

AATTCGAACCATATGTCAGA 

GCrrGGTATACAGTCTTCGA 
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Digested pMON5988 with 
HindTII and EcoRI and L. 
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Annealed complementary 
oligonucleotide pair 



Hindlll and EcoRI and 
isolated the 4225 base pair 
fragment 
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fragment 



Ncol 



Digested pMON 13350 with 
NsQ and EcoRI and 
isolated the 111 base pair 
fragment 



Ligated fragments 

Transformed into 
JMlOl 



Hindlll 




Sail 



J, O Di 7" S 1, ,;| 3 Q e J,. «ii ni 




FZU" 



EcoRV 



17 



IMcol 



EcoRV 




IMcol 



Digested pMON13344 with 
Nsil and EcoRV and 
isolated the 4218 base padr 
fragment 
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isolated the 71 base pair 
fragment 
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isolated the 71 base pair 
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Digested pMON13346 with 
Nsil and EcoRV and 
isolated the 4218 base pair 
fragment 
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Digested pMON 13347 with 
Nsil and EcoRV and 
isolated the 71 base pair 
fragment 
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Digested pMON2341 with 
Ncol and HindUI and 
isolated the resulting 
3619 base pair fragment 
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NsUandHindlHand 

Isolated the resulting 

175 base pair fragment 

Digested pMON13364 with 
Ncol and Nsil and 
isolated the resulting 
170 base pair fragment / 
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Ncol and Hindffl and 
isolated the resulting 
3619 base pair fragment 
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2. Isolated 580 base pair fragment 
containing the pST ^ne 
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with Dral and Sspl 

6. Isolated 2916 base pair 
vector fr^ment 
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5. Digested pM0N7 10 
with Hincn and EcoRV 

6. Isolated 940 base pair 
fragment containing 
the streptomycin 
adenylyltransferase gene 
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